especially ligand-binding functions (Flower et al., 2000) . The beta-barrel (calyx) within the 80 bLG molecule exhibits ligand-binding properties and it can accommodate hydrophobic 81 molecules, such as vitamins A, D and cholesterol (Kontopidis et al., 2004) . Due to this 82 affinity of bLG for hydrophobic molecules, it is used as a carrier protein to improve their 83 uptake and solubility (Diarrassouba et al., 2015; Lee et al., 2013; Ha et al., 2013) .
84
Many studies have been focused on the effect of consumption of milk or its derivatives 85 in vivo (Yamaguchi et al., 2015 , Parodi, 2007 , however a relatively small number of studies 86 have focused on the performance of specific compounds in vitro (Pyo et al., 2016 , Gillespie et 87 al., 2015 . In particular, bLG has been used to influence intestinal and cancer cells. However,
88
applications outside the digestive system have not been studied. For example, the effect of 89 WPI on bone-forming cells remains unexplored.
90
In this study, the influence of different concentrations of WPI rich in bLG (80% wt) on 91 cell growth and differentiation was tested. Three different cell types were studied: human 92 osteoblast-like Saos-2 cells, human adipose-derived stem cells (ASC), and human neonatal (GIBCO) supplemented with 10% foetal bovine serum (GIBCO) 10 ng/ml human fibroblast 137 growth factor-2 (FGF-2, GenScript, Cat. No. Z03116-1), and gentamicin (40 µg/ml, LEK,
138
Ljubljana, Slovenia) was added, and the pellet was filtered through a cell filter with 100 µm 139 pores (Millex Syringe-driven Filter Unit, Germany) (Estes et al., 2010) . Finally, the cells were total RNA and oligo-dT primers. The reaction was performed in T-Personal Thermocycler
180
(Biometra). Q-PCR primers were purchased from Generi Biotech Ltd. and are listed in Table   181 1. but it can be expected that OC would be increased in later culture intervals.
292
The activity of ALP was evaluated on day 7 (Fig. 3) . Saos-2 cells are known to contain 
303
In view of the fact that ASC and FIB showed almost no activity of ALP (i.e., an 304 enzyme involved in the bone matrix mineralization), calcium deposition was evaluated only in
305
Saos-2 cells after 14 and 21 days (Fig. 4) supplement, e.g. in bodybuilding (Marshall, 2004) , and is thus produced in large quantities.
324
Hence, we believe that applications of WPI in bone regeneration, both in solution and as a Before cell experiments, the WPI was dissolved in the appropriate cell culture medium and sterilised using a 0.2 µm acetate cellulose filter (Sartorius). The medium or 800 µg/ml WPI dissolved in the medium were either injected directly or filtered through a sterile filter and injected into high performance liquid chromatography (HPLC) apparatus and analysed as described in (Keppler et al., 2014) . Briefly, a HPLC HP 1100 system (Agilent Technology, Germany) equipped with a diode array detector ( B. The column temperature was set to 40 °C, the flow rate was 1 ml/min and the injection volume was 20 µl.
The effect of the filtration on the WPI composition would be common for all three media.
However, it is important to know if the protein composition is altered by filtration, as this would influence the experimental setup (to a similar degree in all cases, but nonetheless this is important in case of reproduction). 
